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Introduction {#sec001}
============

Innate immune system plays critical roles in host defensing foreign pathogenic microorganisms \[[@pgen.1008989.ref001]\]. *Drosophila melanogaster* is an important model for studying innate immune response in animals. *Drosophila* involves both cellular and humoral mechanisms to produce diverse [antimicrobial peptides](https://www.sciencedirect.com/topics/biochemistry-genetics-and-molecular-biology/antimicrobial-peptides) (AMPs) to resist the invasion of foreign pathogens via innate immune responses \[[@pgen.1008989.ref002], [@pgen.1008989.ref003]\]. Transcriptional expressions of *Drosophila AMPs* are primarily controlled by Toll and the immune deficiency (Imd) signaling pathways \[[@pgen.1008989.ref004], [@pgen.1008989.ref005]\]. *Drosophila* mainly utilizes the Imd signaling pathway to resist Gram-negative bacteria infection \[[@pgen.1008989.ref006]\]. Currently, although the activation mechanisms of innate immune response have been well-established, the study on restoration mechanism of innate immune homeostasis remains a major challenge \[[@pgen.1008989.ref007]\].

The intensity and duration of *Drosophila* immune response can be positively or negatively regulated at multiple layers \[[@pgen.1008989.ref008]\]. For example, STING and sick can activate *Drosophila* Imd innate immune response via upregulating the expression of the NF-κB transcription factor Relish \[[@pgen.1008989.ref009], [@pgen.1008989.ref010]\]. The E3-ligase inhibitor of apoptosis 2 (Iap2) could activate Dredd expression to positively regulate the Imd immune response \[[@pgen.1008989.ref011], [@pgen.1008989.ref012]\]. Furthermore, Imd-mediated immune response can be negatively regulated by some immune suppressors, such as WntD, Die, PGRP-LF, pirk, dUSP36, CYLD, Dnr1, dRYBP and Caspar \[[@pgen.1008989.ref013]--[@pgen.1008989.ref023]\], which can prevent the excessive activation of *Drosophila* Imd pathway to maintain innate immune homeostasis. In addition, many miRNAs have been reported to participate in fine-tuning *Drosophila* Imd immune response positively or negatively. Studies have shown that *Drosophila* miR-8 and miRNA let-7 could negatively regulate the Imd pathway \[[@pgen.1008989.ref024], [@pgen.1008989.ref025]\], whereas miR-34 could positively regulate the Imd pathway \[[@pgen.1008989.ref008]\]. Our previous works have also demonstrated that both miR-9a and miR-981 could negatively regulate *Drosophila* Imd-dependent immune response via directly targeting the *AMP* gene *Diptericin (Dpt)* \[[@pgen.1008989.ref026]\]. Although several regulators involved in *Drosophila* innate immune responses have been identified, the further study of the restoration mechanism of *Drosophila* innate immune homeostasis is still needed.

Myc serves as a broad-spectrum transcription factor to control the expression of a large number of genes for diverse cellular processes, including cell cycle progression, cell growth, proliferation and apoptosis \[[@pgen.1008989.ref027]--[@pgen.1008989.ref031]\]. Myc family includes three member of c-Myc, N-Myc, and L-Myc in human \[[@pgen.1008989.ref027]\]. It's well documented that *Myc* can function as a proto-oncogene in human cancers \[[@pgen.1008989.ref032], [@pgen.1008989.ref033]\]. *Drosophila* has only one single *Myc* gene, referred to as *dMyc* or *diminutive* (*dm*), which is homologous to human *c-Myc* \[[@pgen.1008989.ref034]\]. Studies have revealed that dMyc could involve in ribosome biogenesis \[[@pgen.1008989.ref035]\], protein synthesis \[[@pgen.1008989.ref036], [@pgen.1008989.ref037]\], cell-autonomous apoptosis \[[@pgen.1008989.ref038], [@pgen.1008989.ref039]\], and cell competition \[[@pgen.1008989.ref040], [@pgen.1008989.ref041]\]. Although Myc can regulate the expression of some miRNAs to participate in immune response in human \[[@pgen.1008989.ref042]--[@pgen.1008989.ref048]\], it's largely unknown whether and how dMyc can regulate miRNA expression to control innate immune response in *Drosophila*.

In this work, we firstly report that dMyc can inhibit the immune response of *Drosophila* Imd pathway by genetic screening. Secondly, we confirm that dMyc directly activate the transcription of *miR-277* using Chromatin immunoprecipitation (ChIP)-qPCR analysis and promoter reporter activity system. Thirdly, we find that miR-277 can negatively regulate *Drosophila* Imd signaling response via targeting and downregulating the expression of *imd* and *Tab2-Ra/b*, but not *Tab2-Rc*. We further verify that dMyc could negatively regulate *Drosophila* Imd signaling pathway via activating *miR-277* transcription to inhibit imd/Tab2 expression *in vivo* using dMyc and miR-277 SP co-highexpressed flies. Finally, we provide evidences to show that dMyc could restore immune homeostasis of *Drosophila* Imd pathway to promote the survival of flies upon infection.

Result {#sec002}
======

dMyc is a negative regulator of *Drosophila* Imd pathway {#sec003}
--------------------------------------------------------

*Drosophila* defends against Gram-negative bacteria infection through Imd pathway to produce *Diptericin* (*Dpt*) and other anti-microorganism peptides such as *Drosocin*, *Attacin* and *Cecropin A1*. In this work, via screening the fly strains from the Bloomington *Drosophila* library, we found *Gal80*^*ts*^*-UAS-dmyc* flies significantly decrease the expressions of *Dpt*, *Drosocin*, *Attacin* and *Cecropin A1* after infection with gram-negative bacteria *Escherichia coli* (*E*. *coli)*, indicating dMyc regulates the Imd pathway ([S1 Fig](#pgen.1008989.s001){ref-type="supplementary-material"}). Therefore, we here chose the *Dpt* as the representative for further exploring the regulatory role of dMyc in immune response of *Drosophila* Imd pathway. Our results demonstrate that the expression level of *Dpt* in the dMyc high-expressed flies with *E*. *coli* infection is, respectively, significantly lower than wild-type flies at all five time points (3, 6, 12, 24, 48h) ([Fig 1A](#pgen.1008989.g001){ref-type="fig"}). The expression level of *dMyc* exists significant differences within different dmyc mutant fly strains ([Fig 1B](#pgen.1008989.g001){ref-type="fig"}), and the order of the expression level of *dMyc* is dMyc high-expressed flies \> dMyc and dMyc-RNAi co-highexpressed flies \> wild-type flies \> dMyc-RNAi high-expressed flies. Remarkably, the expression level of *Dpt* has no significant difference in these above dmyc mutant flies without infection ([Fig 1C](#pgen.1008989.g001){ref-type="fig"}), but after infected with *E*. *coli*, the expression level of *Dpt* in dMyc-RNAi high-expressed flies is significantly higher than dMyc high-expressed flies and the control flies, respectively ([Fig 1D](#pgen.1008989.g001){ref-type="fig"}). Especially, the expression level of *Dpt* in the dMyc and dMyc-RNAi co-highexpressed flies could be nearly restored to the normal expression level of the control flies ([Fig 1D](#pgen.1008989.g001){ref-type="fig"}). Taken together, our findings strongly suggest that dMyc is a novel important negative regulator of *Drosophila* Imd pathway.

![The dMyc functions as a negative regulator of *Drosophila* Imd pathway.\
(A) The transcript level of *Dpt* in dMyc highexpressed flies was measured at 0, 3, 6, 12, 24 and 48 h upon *E*. *coli* infection. (B) The expression level of *dMyc* was examined in control flies (*Gal80*^*ts*^*; Tub-Gal4/+*), dMyc high-expressed flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc*), dMyc and dMyc-RNAi co-highexpressed flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc+dmyc-RNAi*) and dMyc-RNAi alone high-expressing flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc-RNAi*) before *E*. *coli* infection. (C) The expression level of *Dpt* was detected in control flies (*Gal80*^*ts*^*; Tub-Gal4/+*), dMyc high-expressed flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc*), dMyc and dMyc-RNAi co-highexpressed flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc+dmyc-RNAi*) and dMyc-RNAi alone high-expressing flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc-RNAi*) before *E*. *coli* infection. (D) The expression levels of *Dpt* both in the dMyc and dMyc-RNAi co-highexpressed fly strains (*Gal80*^*ts*^*; Tub\>UAS-dmyc+dmyc-RNAi*) and the dMyc-RNAi high-expressing fly strains (*Gal80*^*ts*^*; Tub\>UAS-dmyc-RNAi*) were determined at 6 h upon *E*. *coli* infection.](pgen.1008989.g001){#pgen.1008989.g001}

dMyc regulates the expression of immune related miRNAs {#sec004}
------------------------------------------------------

To investigate whether and how dMyc negatively regulates Imd pathway via regulating miRNA expression, we used in silico analysis to identify potentially immune related dMyc-miRNA-gene axis ([Fig 2A](#pgen.1008989.g002){ref-type="fig"}). We collected 63 genes involved in *Drosophila* Imd pathway from the literature data, and downloaded the maturation and upstream promoter sequences of *Drosophila* miRNAs from miRBase (<http://www.mirbase.org/>) and NCBI (<https://www.ncbi.nlm.nih.gov/>). The relationships between the 63 genes and miRNAs were next predicted by TargetScan and miRanda. Then miRNAs regulated by dMyc were predicted using the PROMO website and TransmiR 2.0 database.

![The screening of dMyc regulating *Drosophila* immune related miRNAs.\
(A) The flowchart showed the process of obtaining a batch of potential immune-related dMyc-miRNAs-Genes axes using bioinformatics tools. (B) The Venn diagram exhibited that the intersection of miRNAs that dMyc regulating *Drosophila* immune-related miRNAs. (C) These 12 miRNAs regulated by dMyc were presented as a network diagram. (D) After these above miRNAs were high-expressed respectively, the expression level of *Dpt* was determined at 6 h upon *E*. *coli* infection. OE: overexpression. (E) The expression level of corresponding miRNA was detected in dMyc highexpresed flies. (F) The expression level of miR-277 was measured in dMyc-RNAi highexpresed flies.](pgen.1008989.g002){#pgen.1008989.g002}

We found 12 candidate dMyc-regulated miRNAs, which have been identified as differentially expressed miRNAs (DEmiRNAs) between flies with *E*. *coli* infection and the control from our previous small RNA-seq data \[[@pgen.1008989.ref026]\] ([Fig 2A, 2B and 2C](#pgen.1008989.g002){ref-type="fig"}). We next constructed these 12 DEmiRNAs high-expressed fly strains. We found that the expression level of *Dpt* is significant lower than the control after *E*. *coli* infection in miR-10, miR-1012, miR-277, miR-2b-2 and miR-996 high-expressed flies, respectively (Figs [2D](#pgen.1008989.g002){ref-type="fig"} and [S2](#pgen.1008989.s002){ref-type="supplementary-material"}). We also investigated the expression relevance between dMyc and these 5 miRNAs, finding only miR-277's expression level in dMyc high-expressed flies is gone up 1.15 times than the control, but not miR-2b-2, miR-1012, miR-10 and miR-996 ([Fig 2E](#pgen.1008989.g002){ref-type="fig"}). In contrast, the miR-277's expression level in dMyc knocked down flies is significant lower than the control ([Fig 2F](#pgen.1008989.g002){ref-type="fig"}). In addition, two ChIP-seq data for dMyc from ENCODE database (<https://www.encodeproject.org/>) indicated that dMyc could bind to the upstream promoter sequences of *Drosophila miR-277* gene ([S3 Fig](#pgen.1008989.s003){ref-type="supplementary-material"}). Taken together, our results suggest that dMyc might regulate miR-277 expression to negatively control Imd signaling pathway.

dMyc directly activates the transcription of *miR-277* {#sec005}
------------------------------------------------------

To further study how dMyc regulates miR-277, we performed an analysis for the upstream promoter sequences of *miR-277* and found that *miR-277* gene contains 2 transcriptional start sites (TSSs) \[[@pgen.1008989.ref049]\] ([Fig 3A](#pgen.1008989.g003){ref-type="fig"}). The upstream sequences of these two TSSs have the promoter activity, and the promoter activity of TSS1 upstream sequence is stronger than the TSS2 ([Fig 3B](#pgen.1008989.g003){ref-type="fig"}). Lipopolysaccharide (LPS) stimulation could enhance these two promoter activities to increase *miR-277* expression ([Fig 3B](#pgen.1008989.g003){ref-type="fig"}). Furthermore, dMyc could enhance the luciferase activities of these two promoter regions, and the promoter activity of TSS1 upstream sequence is consistently stronger than that of TSS2 ([Fig 3C](#pgen.1008989.g003){ref-type="fig"}). ChIP-qPCR assay showed that dMyc is enriched at three candidate regions in the promoter sequences, and the neighbor region of TSS1 (ChIP1) is most enriched ([Fig 3D](#pgen.1008989.g003){ref-type="fig"}). Taken together, our results suggest that dMyc activates *miR-277* transcription via directly binding to its promoter.

![dMyc activates the transcription of *miR-277*.\
(A) According to the two TSSs of the *miR-277* promoter region, the *P*~*TSS1*~ (green line) and *P*~*TSS2*~ (orange line) region were selected to perform promoter activity analysis, while the *ChIP1*, *ChIP2* and *ChIP3* sequences (purple line) were selected to design the primers for ChIP-qPCR assay, respectively. (B) The *P*~*TSS1*~ and *P*~*TSS2*~ reporter activity were determined with or without LPS stimulation, in *Drosophila* S2 cell on a luciferase assay. (C) The *P*~*TSS1*~ and *P*~*TSS2*~ reporter activity were determined, together with or without exogenous dMyc, in *Drosophila* S2 cell on a luciferase assay. (D) The fold enrichment of *ChIP1*, *ChIP2*, and *ChIP3* region were measured by ChIP-qPCR, respectively.](pgen.1008989.g003){#pgen.1008989.g003}

miR-277 inhibits the expression of *imd* and *Tab2-Ra/b* {#sec006}
--------------------------------------------------------

To further determine how miR-277 regulates the Imd pathway, first, we examined the expression level of *Dpt* in miR-277 high-expressed flies compared to the control group flies upon infection. The result showed that the expression level of *Dpt* in miR-277 high-expressed flies is significantly down-regulated at 3, 6 and 12 h post-infection compared with the control ([Fig 4A](#pgen.1008989.g004){ref-type="fig"}). Moreover, the miR-277 rescue assay showed that this miR-277 and miR-277 sponge co-highexpressed flies could restore the expression level of miR-277 to the normal level ([Fig 4B](#pgen.1008989.g004){ref-type="fig"}). Without infection, the expression level of *Dpt* has no significant difference between miR-277 mutant flies and the control group flies ([Fig 4C](#pgen.1008989.g004){ref-type="fig"}). Remarkably, the expression level of *Dpt* could be recovered to the comparable level of the control group in miR-277 and miR-277 sponge co-highexpressed flies after *E*. *coli* infection ([Fig 4D](#pgen.1008989.g004){ref-type="fig"}). Taken together, these results confirm that miR-277 negatively regulates the Imd pathway.

![miR-277 negatively regulates *Drosophila* Imd pathway immune response.\
(A) The expression level of *Dpt* was detected in miR-277 highexpressed fly strains (*Gal80*^*ts*^*; Tub\>miR-277*) at 0, 3, 6, 12, 24 and 48 h upon *E*. *coli* infection. (B) The expression level of miR-277 was measured in the control flies, this miR-277 highrexpressed flies, and this miR-277 and miR-277 sponge co-highexpressed flies before *E*. *coli* infection. The transcriptional level of *Dpt* was determined before (C) and after (D) *E*. *coli* infection.](pgen.1008989.g004){#pgen.1008989.g004}

To further explore how miR-277 inhibits the Imd pathway, we predicted the potential target genes of miR-277 using targetScan and miRanda. We found that miR-277 could target to the 3'UTR of *imd* and *Tab2 Ra/b* transcripts ([Fig 5A and 5B](#pgen.1008989.g005){ref-type="fig"}). *Imd* and *Tab2 Ra/b* are key components of the Imd pathway in *Drosophila* \[[@pgen.1008989.ref006], [@pgen.1008989.ref050]\]. As expected, the expression levels of *Dpt* in both imd-RNAi and Tab2-RNAi mutant flies are significantly lower than the control upon *E*. *coli* infection ([S4A and S4B Fig](#pgen.1008989.s004){ref-type="supplementary-material"}). Consistently, compared with the control, the expression levels of both *imd* and *Tab2* are also significantly down-regulated in flies with high-expressed miR-277 at 3 h, 6 h and 12 h post infection, respectively ([Fig 5C and 5D](#pgen.1008989.g005){ref-type="fig"}). In addition, the expression levels of *imd* and *Tab2* in miR-277 and miR-277 sponge co-highexpressed flies could be restored to the level of the control group ([Fig 5E and 5F](#pgen.1008989.g005){ref-type="fig"}). Our findings suggest that miR-277 could inhibit the expression of both *imd* and *Tab2 in vivo*.

To further evaluate the direct targeting relationship between miR-277 and *imd* as well as *Tab2*, we carried out the Luciferase Reporter Assay in *Drosophila* S2 Cell. The results showed that compared with the pAc empty vector, miR-277 could significantly reduce the activity of the luciferase reporter containing the 3\'UTR of *imd* and *Tab2 Ra/b*, but not *Tab2 Rc* ([Fig 5G and 5H](#pgen.1008989.g005){ref-type="fig"}). Furthermore, we performed the target site mutation in the 3\'UTR of *imd* and *Tab2 Ra/b*, finding that the reporter activity of *imd* and *Tab2 Ra/b* could be nearly restored to the normal level in these cells with co-transfected miR-277 expression vector and 3\'UTR mutant reporters of *imd* and *Tab2 Ra/b* ([Fig 5G and 5H](#pgen.1008989.g005){ref-type="fig"}). Taken together, our results suggest that miR-277 directly targets the 3'UTR of *imd* and *Tab2 Ra/b*.

![miR-277 inhibits the expression of *imd* and *Tab2-Ra/b in vivo* and *in vitro*.\
These potential binding sites of miR-277 in the 3'UTR of *imd* (A) and *Tab2-Ra/b* (B) were predicted by targetScan and miRanda software. These point mutations at the 3'UTR target sites base pairing to the seed sequence of miR-277 were performed. These expression level of *imd* (C、E) and *Tab2* (D、F) were respectively tested in miR-277 high-expressing flies and miR-277 and miR-277 sponge co-highexpressed flies. The corresponding luciferase activity of the report plasmids without or with mutation sites was determined in *Drosophila* S2 cell on a Dual luciferase assay (G、H).](pgen.1008989.g005){#pgen.1008989.g005}

dMyc negatively regulates *Drosophila* Imd pathway via activating miR-277 to inhibit *imd*/*Tab2* {#sec007}
-------------------------------------------------------------------------------------------------

To further ascertain whether dMyc can regulate the *Drosophila* immune response via activating the transcription of *miR-277 in vivo*, we constructed the dMyc and miR-277 SP co-highexpressed mutation flies. We found that the expression level of miR-277 in the dMyc and miR-277 SP co-highexpressed flies is significantly lower than the dMyc highexpressed flies, and is nearly restored to the control level ([S5A and S5B Fig](#pgen.1008989.s005){ref-type="supplementary-material"}). Without infection, the expression level of *Dpt* shows no significant difference in aforesaid mutant flies, and the expression level of *Dpt* in this dMyc and miR-277 SP co-highexpressed flies is significantly higher than the dMyc highexpressed flies upon infection ([Fig 6A and 6B](#pgen.1008989.g006){ref-type="fig"}). In addition, the expression level of *Dpt* in the dMyc and miR-277 SP co-highexpressed flies at 6 h post infection could be restored to 55% of the control level, and is nearly 3 times than the dMyc highexpressed flies ([Fig 6B](#pgen.1008989.g006){ref-type="fig"}). The expression levels of *imd* and *Tab2*, respectively, are also restored to 83% and 58% of the control level, and are 2.1 and 1.8 fold than the dMyc highexpressed flies, respectively ([Fig 6C and 6D](#pgen.1008989.g006){ref-type="fig"}). Taken together, our data suggest that dMyc negatively regulates *Drosophila* Imd immune response via activating *miR-277* transcription to inhibit *imd*/*Tab2* expression.

![dMyc negatively regulates *Drosophila* Imd pathway via activating miR-277 to inhibit *imd*/*Tab2* expression.\
(A) The expression level of *Dpt* was examined in control flies, dMyc high-expressed flies, dMyc and miR-277 sponge co-highexpressed flies (*Gal80*^*ts*^*; Tub\>UAS-dmyc+miR-277 SP*) before *E*. *coli* infection, respectively. The expression levels of *Dpt* (B), *imd* (C) and *Tab2* (D) were detected and compared in dMyc highexpressed flies and dMyc and miR-277 co-highexpressed flies at 6 h following *E*. *coli* infection, respectively.](pgen.1008989.g006){#pgen.1008989.g006}

dMyc controls *Drosophila* Imd immune homeostasis {#sec008}
-------------------------------------------------

dMyc could negatively regulate *Drosophila* Imd immune response, indicating dMyc could be involved in the maintenance of Imd immune homeostasis. To test this point, we further monitored the dynamic expressions of *Dpt*, *dMyc*, miR-277, *imd* and *Tab2* in this wild-type flies at 0, 3, 6, 12, 24 and 48 h after *E*. *coli* infection. Our results showed that the expression level of *Dpt* is increasing before 3 h and reaching its peak expression level at 12 h, then gradually decreased to the basal level post-infection ([Fig 7A](#pgen.1008989.g007){ref-type="fig"}). In contrast, the expression level of *dMyc* is decreased before 6 h, implying that the expression of *dMyc* is inhibited for avoiding the inadequate of immune response in the early stage of *E*. *coli* infection ([Fig 7B](#pgen.1008989.g007){ref-type="fig"}). The expression level of *dMyc* is markedly up-regulated at 12 h post-infection, and subsequently is restored to the pre-infection level ([Fig 7B](#pgen.1008989.g007){ref-type="fig"}). Moreover, the expression pattern of miR-277 is very similar with that of *dMyc*, whereas the expression patterns of both *imd* and *Tab2* are opposites of that of dMyc and miR-277 ([Fig 7C and 7D](#pgen.1008989.g007){ref-type="fig"}). Taken together, we propose that dMyc could play a key role in restoring *Drosophila* Imd immune homeostasis post infection.

![The temporal expression patterns of four genes and miR-277 in the wild-type flies prior to and following *E*. *coli* infection.\
The dynamic expression changes of *Dpt* (A), *dmyc* (B), miR-277 (C), *imd* and *Tab2* (D) at six time-points (0, 3, 6, 12, 24 and 48 h) prior to and following *E*. *coli* infection, respectively.](pgen.1008989.g007){#pgen.1008989.g007}

Immune homeostasis post infection is essential to organisms. We hypothesized that dMyc could protect *Drosophila* from damage caused by over-activation of immune response. To test this, we further investigated the survival rate of dMyc high-expressed flies and the control (Gal80^ts^; Tub-Gal4/+) flies without infection and with PBS as well as the Gram-negative bacteria *Enterobacter cloacae* (*E*. *cloacae*) infection, respectively ([Fig 8](#pgen.1008989.g008){ref-type="fig"}). We found that the survival rate of dMyc high-expressed flies is significantly lower than the control group both in the absence of infection and after infection with PBS. However, the survival rate of dMyc high-expressed flies is significantly higher than the control group after infection with *E*. *cloacae*. These results seem to support the important role of dMyc in negatively regulating the Imd pathway for immune homeostasis, which is essential for fly survival.

![The ectopic expression of dMyc influences the survival of *Drosophila*.\
The changes of the survival rate were observed in dMyc highexpressed flies and the control (Gal80^ts^;Tub-Gal4/+) flies without infection and with PBS as well as *E*. *cloacae* infection; dMyc OE (overexpression): Gal80^ts^;Tub\>UAS-dMyc.](pgen.1008989.g008){#pgen.1008989.g008}

Taken all results together, we proposed a molecular mechanism by which dMyc plays an important role in *Drosophila* Imd immune homeostasis ([Fig 9](#pgen.1008989.g009){ref-type="fig"}). On the one hand, down-expressed dMyc could down-regulate miR-277 expression to ensure the elevated expression of *imd* and *Tab2* at the early stage of *E*. *coli* infection to promote the expression of *Dpt* against pathogenic bacteria. On the other hand, to prevent the overactivation of Imd immune response, over-expressed AMP *Dpt* induces dMyc expression to activate the expression of miR-277 for down-regulating the expression of *imd* and *Tab2* to reduce *Dpt* expression, which restores Imd immune response to homeostasis to protect *Drosophila* from damage caused by overactivation of immune response, and improve the survival of *Drosophila*.

![A potential molecular mechanism of dMyc restoring immune homeostasis of *Drosophila* Imd pathway.\
Our results suggested a model in which dMyc could restore *Drosophila* Imd immune homeostasis at the middle and late stage of *E*. *coli* infection. Left diagram: *Drosophila* Imd pathway is activated at the early stage of infection. Right diagram: Most of the bacteria have been eliminated at the middle stage of infection, next highly expressed antimicrobial peptides induce the up-regulated expression of dMyc. Then dMyc transfers into the nuclear to bind the upstream region of *miR-277* to activate *miR-277* transcription. Mature miR-277 further suppresses *imd* and *Tab2* expression to down-regulate the Imd pathway immune response, and then assists cells restore immune homeostasis at the late stage of infection. Red word: up-regulation; Green word: down-regulation.](pgen.1008989.g009){#pgen.1008989.g009}

Discussion {#sec009}
==========

The *Drosophila* innate immune system plays critical roles in defending invading pathogens. Depression and overactivation of innate immune responses are both harmful for *Drosophila*. Thus, the *Drosophila* innate immune system must gain an unknown mechanism to resist pathogen challenges without overactivation of innate immunity. Although studies have revealed that the *Drosophila* innate immune response could be controlled by a series of negative or positive regulators at transcriptional and post-transcriptional levels \[[@pgen.1008989.ref008], [@pgen.1008989.ref024]--[@pgen.1008989.ref026], [@pgen.1008989.ref051], [@pgen.1008989.ref052]\], the mechanism of maintaining immune homeostasis is largely unknown. In this study, we reveal a new dMyc-miR-277-imd/Tab2 axis to play an important role in negatively regulating Imd pathway, and provide a mechanistic insight into immune homeostasis in *Drosophila*.

We found that high-expressed dMyc led to decrease of *Dpt* expression, conversely knock-down dMyc resulted in increase of *Dpt* expression ([Fig 1B](#pgen.1008989.g001){ref-type="fig"}), indicating that dMyc act as a negative regulator of *Drosophila* Imd pathway. Previous studies have revealed that human Mycs play key roles in activating both innate and adaptive immune cells to defense invading pathogens \[[@pgen.1008989.ref001], [@pgen.1008989.ref053], [@pgen.1008989.ref054]\]. Functions of Myc are evolutionarily conserved between fruit fly and vertebrate \[[@pgen.1008989.ref055]\]. The fruit flies and vertebrate proteins can substitute for each other to the extent \[[@pgen.1008989.ref056]\]. Thus, our study provides an important insight into illuminate the conservative immune regulation function of Myc between *Drosophila* and human.

Human Mycs, as important transcriptional factors, not only can control the expressions of a large number of protein-coding genes, but can regulate the expressions of many miRNAs \[[@pgen.1008989.ref057], [@pgen.1008989.ref058]\]. In this work, we further identified *miR-277* as a target gene of dMyc ([Fig 3](#pgen.1008989.g003){ref-type="fig"}), and found miR-277 colud negatively regulate *Dpt* expression by targeting *imd* and *Tab2* in *Drosophila* Imd immune responses ([Fig 6](#pgen.1008989.g006){ref-type="fig"}). Previous studies have indicated that *imd* and *Tab2* are specifically required for the immune activation of *Drosophila* Imd signaling pathway \[[@pgen.1008989.ref006], [@pgen.1008989.ref059]\]. Thus, our results suggest that dMyc might negatively regulate *Drosophila* Imd immune response via activating *miR-277* transcription to inhibit *imd*/*Tab2* expression. Previous reports have indicated that miR-277 not only can control branched-chain amino acid catabolism, affect lifespan \[[@pgen.1008989.ref060]\] and wing imaginal discs development of *Drosophila* \[[@pgen.1008989.ref061]\], but modulate the Neurodegeneration Caused by Fragile X Premutation rCGG Repeats \[[@pgen.1008989.ref062]\]. Whereas, our present results demonstrate that miR-277 is a new negative regulator involved in *Drosophila* Imd signaling pathway. Especially, the *Tab2* is an alternative splicing gene, which contains three transcripts, i.e. *Tab2 Ra*, *Tab2 Rb* and *Tab2 Rc*, of which *Tab2 Ra* and *Tab2 Rb*'s 3'UTR is identical. Here, our results showed that miR-277 can target to the 3'UTR of *Tab2 Ra* and *Tab2 Rb* transcripts, but not *Tab2 Rc* ([Fig 5](#pgen.1008989.g005){ref-type="fig"}). This result suggests that miRNA might play a critical role in selectively regulating the expression of alternative splicing gene in the post-transcriptional level.

Innate immune is a rapid and short immune response process, and inactivation or overactivation of innate immune responses can result in the normal tissue damage \[[@pgen.1008989.ref063]--[@pgen.1008989.ref066]\]. We reported the tightly coordinated expression of *dmyc*, miR-277, *imd*,*Tab2 and Dpt*, suggesting that dMyc as a novel negative regulator primarily prevents the over-activation of *Drosophila* Imd immune response at this middle and later stage of *E*. *coli* infection, and helps *Drosophila* restore to a new immune homeostasis.

Recently, overexpression of dMyc has been reported to be able to significantly diminish *Drosophila* adult longevity, which might is due to over-expressed dMyc greatly resulting in genome instability \[[@pgen.1008989.ref067]\]. In addition, studies have indicated that down-regulating expression level of c-Myc can significantly increase mice longevity due to heterozygosity \[[@pgen.1008989.ref027], [@pgen.1008989.ref068]\]. However, in our present study, we found that the overall survival rate of dMyc high-expressed adult male flies is similar with the control group at the early stage (0\~5h) after *E*. *cloacae* infection ([Fig 8](#pgen.1008989.g008){ref-type="fig"}). Whereas, the survival rate of dMyc high-expressed adult male flies was significantly higher than the control group after 5 h post infection ([Fig 8](#pgen.1008989.g008){ref-type="fig"}). Taken together, our findings suggest that dMyc contributes to the survival of flies likely via preventing over-activation of innate immune responses to avoid excessive damage of many tissues.

Conclusions {#sec010}
-----------

In this work, we identify dMyc as a novel negative regulator of *Drosophila* Imd pathway. Mechanically, dMyc positively activate *miR-277* transcription, to target the 3'UTR of *imd* and *Tab2-Ra/b* to inhibit their expression, leading a new immune homeostasis. Our present results provide a new comprehensive understanding on the complex regulatory mechanism of maintaining innate immune homeostasis in *Drosophila*.

Materials and methods {#sec011}
=====================

Fly stocks {#sec012}
----------

Flies were obtained from the Bloomington *Drosophila* Stock Center: *UAS-dmyc* (\#7118); *UAS-miR-277* (\#36559); *UAS-miR-277*^*sponge*^ (\#61408). These Fly lines carrying UAS-RNA interference (RNAi) constructs were obtained from the Tsinghua Fly Center: *dmyc*^*RNAi*^ (\#47953); *imd*^*RNAi*^ (\#31706); *Tab2*^*RNAi*^ (\#24667). As well as previously purchased tubulin-Gal80^ts^;TM2/TM6B (\#7019) and tubulin-Gal4/TM3, Sb^1^, Ser^1^ (\#5138), all flies were raised on maize malt molasses food in a light-dark (12-hr cycle) incubator at 25°C and 60% humidity. Flies were shifted to 30°C 24 h prior to and then during infection for *UAS-protein*/*UAS-miR-277*^*sponge*^/*UAS-protein* ^*RNAi*^ overexpression experiments.

Bioinformatic analysis {#sec013}
----------------------

These mature sequences of *Drosophila* miRNAs were downloaded from miRBase (<http://www.mirbase.org/>). 3'UTRs of 63 Imd pathway-related genes and promoter sequences of *Drosophila* miRNAs were extracted from the fruit fly genome in FlyBase (<http://flybase.org/>) and NCBI (<https://www.ncbi.nlm.nih.gov/>). These relationships between mature miRNAs and 3'UTR of genes were predicted using two miRNA target prediction programs with default parameters, i.e. TargetScan ([www.targetscan.org/fly_12/](http://www.targetscan.org/fly_12/)) \[[@pgen.1008989.ref069]\] and miRanda v3.3a tool downloaded from [microRNA.org](http://microrna.org/)-Targets and Expression \[[@pgen.1008989.ref070], [@pgen.1008989.ref071]\]. Whilst these sites of transcription factor (dMyc) binding at these promoter sequences of miRNAs were predicted through PROMO website \[[@pgen.1008989.ref072], [@pgen.1008989.ref073]\] and TransmiR 2.0 database (<http://www.cuilab.cn/transmir>).

Infection and survival experiments of adult flies {#sec014}
-------------------------------------------------

Three to four-day-old adult male flies were used for septic injury experiments. Control and high-expressed or knockdown gene/miRNA flies were infected by *E*. *coli*, which is a widely used bacterial strain that can activate the Imd-mediated immune response to induce the expression of *Diptericin*. Infection experiments were performed by pricking the thorax of the flies with a pulled glass capillary carrying *E*. *coli* inoculant using a Nanoject apparatus (Nanoliter 2010, WPI). Next, flies were collected at specified time-points for subsequent experiments. Survival to infection is the most holistic approach to assess these defects in immune response \[[@pgen.1008989.ref074]\]. For the survival experiment, flies were infected with a concentrated culture of *E*. *cloacae* by pricking as above, and then the survival situation of flies was detailedly recorded for 5 days.

RNA extraction and RT-qPCR {#sec015}
--------------------------

Total RNAs were isolated from these treated adult flies using TRIzol Reagent (Invitrogen) following the instructions. For RT-PCR, A first-strand cDNA synthesis kit (Vazyme, China) was used to prepare the cDNA. These stem-loop primers were synthesized for reverse transcription to generate the specific stem-loop cDNA of miRNA. Quantitative PCR reactions were performed using AceQ SYBR Green Master Mix (Vazyme, China) on the ABI StepOne Plus Real-Time PCR System (Applied Biosystems, USA). The expression levels of mRNA and miRNA were normalized to the control rp49 and U6 snRNA, respectively. All experiments were in triplicate. The relative 2^-△△CT^ method was used for data analysis \[[@pgen.1008989.ref075]\]. All primers used in this analysis were listed in [S1 Table](#pgen.1008989.s006){ref-type="supplementary-material"}.

Cell culture and immune stimulations {#sec016}
------------------------------------

*Drosophila* S2 cells were maintained at 28°C in Schneider's medium (Invitrogen) supplemented with 10% fetal bovine serum (FBS) and 1% penicillin-streptomycin (Invitrogen). For immune stimulation, cells were incubated with 10μg/ml commercial LPS from *E*. *coli* 055:B5 (Sigma, St. Louis, MO), which is characteristic components of the cell wall of Gram-negative bacteria, for 6 h \[[@pgen.1008989.ref076], [@pgen.1008989.ref077]\].

Chromatin immunoprecipitation (ChIP) {#sec017}
------------------------------------

For ChIP experiment, Cells were fixed by cross-linking with a final concentration of 1% formaldehyde solution for 10 min at room temperature and then quenched with 125 mM glycine for 5 min. After washing with cold PBS containing a protease inhibitor cocktail and PMSF twice, these cells were lysed with cell lysis buffer and nuclear lysis buffer. The clarified lysate was subject to sonication. The chromatin was then sheared to fragments of 200--500 bp. The chromatin was used for ChIP incubating with Dynabeads protein G (Thermo Fisher Scientific) coated with either an anti-dMyc antibody (P4C4-B10; DSHB) or mouse IgG control antibody overnight at 4°C on a rotating platform. After repeated washes using a magnetic rack (Thermo Fisher Scientific), dMyc-bound genomic DNA was eluted from Dynabeads, and then the cross-links were reversed at 65°C for 4h (or overnight). DNA fragments then were purified with AxyPrep PCR Cleanup Kit (Axygen). qRT-PCR analysis was performed using the DNA from the Input and ChIP experiments with primers listed in [S2 Table](#pgen.1008989.s007){ref-type="supplementary-material"}. At least three independent experiments were carried out for the miR-277 promoters, as well as for *Fibrillarin* gene served as a positive control \[[@pgen.1008989.ref078]\].

Luciferase reporter construction and luciferase assay {#sec018}
-----------------------------------------------------

This *pri-mir-277* has two transcription initiation sites (TSSs) as reported \[[@pgen.1008989.ref049]\], so we further divided the promoter region of *pri-mir-277* into two parts for luciferase promoter analysis. Promoter sequences of *miR-277* and CDS of *dMyc* were amplified by PCR from *Drosophila* genomic DNA. The DNA fragments were then isolated and inserted respectively into the restriction enzyme digested the promoterless pGL3 Basic and pAc5.1 Vector using T4 DNA ligase. pAc5.1 luciferase reporter constructs carrying the 3'-UTR of either *imd* or *Tab2* with wild-type or mutated sequences of their respective miR-277 target sites were utilized to analyze the effects of the miR-277. All constructs were confirmed by sequencing. All PCR primers for the reporter constructs were listed in [S3 Table](#pgen.1008989.s008){ref-type="supplementary-material"}. *Drosophila* S2 cells were transfected with each reporter construct for 48 h followed by assessment of luciferase activity. Luciferase activity was then measured with Dual Luciferase Reporter Assay System (Promega) according to the manufacturer's instructions and normalized to the Renilla luciferase activity for each transfected well. Each assay was performed in triplicate.

Statistical analysis {#sec019}
--------------------

All experimental data in this work were collected from three independent biological replicates. All statistical analyses were presented as means ± SEM. Significant differences between the values under different experimental conditions were subjected to two-tailed Student's t-test. Statistical analysis of fly survival experiments was performed using the log-rank (Mantel-Cox) test. For all tests, *P* value \< 0.05 was considered as statistically significant. \**P* \< 0.05; \*\**P* \< 0.01; \*\*\**P* \< 0.001; and ns, no significance vs. the control groups.

Supporting information {#sec020}
======================

###### The expression level of multiple *AMP*s in the dMyc high-expressing flies and the control flies.

The expression level of *Diptericin* (A), *Attacin* (B), *Cecropin A1* (C), and *Drosocin* (D) were measured in the dMyc high-expressing flies and the control flies upon *E*. *coli* infection.

(TIF)

###### 

Click here for additional data file.

###### The expression level of *Dpt* in 7 miRNA highexpressed fly strains.

After 7 miRNAs were high-expressed respectively, the *Dpt* level was determined at 6 h upon *E*. *coli* infection. OE: overexpression.

(TIF)

###### 

Click here for additional data file.

###### The bind sites of dMyc on the upstream of *miR-277* gene.

Two ChIP-seq data for dMyc from ENCODE database were visualized to show the bind sites of dMyc on the upstream of *miR-277* gene.

(TIF)

###### 

Click here for additional data file.

###### The expression level of *Dpt* in this imd-RNAi and Tab2-RNAi highexpressed fly strains.

The expression level of *Dpt* was determined respectively by RT-q PCR in this imd-RNAi (A) and the Tab2-RNAi (B) highexpressed flies upon *E*. *coli* infection.

(TIF)

###### 

Click here for additional data file.

###### The expression level of *dMyc* and miR-277 in dMyc and miR-277 sponge co-highexpressed fly strains.

The expression levels of *dMyc* (A) and miR-277 (B) were examined in the control flies, the dMyc highexpressed flies, the dMyc and miR-277 sponge co-highexpressed flies before *E*. *coli* infection.

(TIF)

###### 

Click here for additional data file.

###### Primers used for quantitative RT-PCR

(DOCX)

###### 

Click here for additional data file.

###### Primers used for ChIP-qPCR

(DOCX)

###### 

Click here for additional data file.

###### Primers used for transgene vector construction

(DOCX)

###### 

Click here for additional data file.

We are grateful to the Bloomington Stock Center and the Tsinghua Fly Center for providing fly stocks.
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Dear Dr Ma,

Thank you very much for submitting your Research Article entitled \'Drosophila Myc restores immune homeostasis of Imd pathway via activating miR-277 to inhibit imd/Tab2\' to PLOS Genetics. Your manuscript was fully evaluated at the editorial level and by three independent peer reviewers. The reviewers appreciated the attention to an important problem, but raised some substantial concerns about the current manuscript. Based on the reviews, we will not be able to accept this version of the manuscript, but we would be willing to review a much-revised version. We cannot, of course, promise publication at that time.

The reviewers concerns were quite significant and a revised manuscript will need to include additional experimental work including, inclusion of proper controls, adding loss-of-function analysis to bolster claims that primarily rely on over-expression analysis, and substantial improvement of English grammar (this will likely require a professional editing service).

Should you decide to revise the manuscript for further consideration here, your revisions should address the specific points made by each reviewer. We will also require a detailed list of your responses to the review comments and a description of the changes you have made in the manuscript.

If you decide to revise the manuscript for further consideration at PLOS Genetics, please aim to resubmit within the next 60 days, unless it will take extra time to address the concerns of the reviewers, in which case we would appreciate an expected resubmission date by email to <plosgenetics@plos.org>.

If present, accompanying reviewer attachments are included with this email; please notify the journal office if any appear to be missing. They will also be available for download from the link below. You can use this link to log into the system when you are ready to submit a revised version, having first consulted our [Submission Checklist](http://journals.plos.org/plosgenetics/s/submit-now#loc-submission-checklist).

To enhance the reproducibility of your results, we recommend that you deposit your laboratory protocols in protocols.io, where a protocol can be assigned its own identifier (DOI) such that it can be cited independently in the future. For instructions see our [guidelines](http://journals.plos.org/plosgenetics/s/submission-guidelines#loc-materials-and-methods).

Please be aware that our [data availability policy](http://journals.plos.org/plosgenetics/s/data-availability) requires that all numerical data underlying graphs or summary statistics are included with the submission, and you will need to provide this upon resubmission if not already present. In addition, we do not permit the inclusion of phrases such as \"data not shown\" or \"unpublished results\" in manuscripts. All points should be backed up by data provided with the submission.

While revising your submission, please upload your figure files to the [Preflight Analysis and Conversion Engine](http://pace.apexcovantage.com/) (PACE) digital diagnostic tool.  PACE helps ensure that figures meet PLOS requirements. To use PACE, you must first register as a user. Then, login and navigate to the UPLOAD tab, where you will find detailed instructions on how to use the tool. If you encounter any issues or have any questions when using PACE, please email us at <figures@plos.org>.

PLOS has incorporated [Similarity Check](http://www.crossref.org/crosscheck.html), powered by iThenticate, into its journal-wide submission system in order to screen submitted content for originality before publication. Each PLOS journal undertakes screening on a proportion of submitted articles. You will be contacted if needed following the screening process.

To resubmit, use the link below and \'Revise Submission\' in the \'Submissions Needing Revision\' folder.
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We are sorry that we cannot be more positive about your manuscript at this stage. Please do not hesitate to contact us if you have any concerns or questions.

Yours sincerely,

Gregory P. Copenhaver

Editor-in-Chief

PLOS Genetics

Reviewer\'s Responses to Questions

**Comments to the Authors:**

**Please note here if the review is uploaded as an attachment.**

Reviewer \#1: In this manuscript, Li et al study the link between IMD pathway, Myc and miR-277

They propose that Myc represses the IMD pathway and that this is mediated by the miR-277.

There are many problems in this manuscript that are listed here.

\- All the presented experiments analyzed the effects of Myc over expression using the Gal4 system. So, they do not study the role of Myc in the immune homeostasis but the consequences of Myc overexpression. This is therefore non-physiological and might have nothing to do with the endogenous role of Myc. Loss-of-function mutants should be use to study the role of a gene in a given process.

\- Most of the experiments presented here use the diptericin as a read out of the IMD pathway. Hundreds of papers have shown that, as most Antimicrobial peptides, diptericin transcripts can increase us to 10.000 times upon infection. Even in the absence of infection, their levels vary quite a bit. The fold changes reported in this manuscript are around 1,5 or even sometimes less. There is something wrong here. I do not what. When a gene can have its transcript produced 10.000 times more in control conditions, what does a 1,3 fold difference mean? My guess is that there is a technical problem.

\- The experiments always miss important controls. Just one example but this is true for all of them. Fig 8, the authors test the resistance of Myc overexpressing flies to E. Cloacae infection. The survival rate of these flies in the absence of infection and after sterile wounding should be tested.

\- Immune genes can be activated by stress. Overexpressing the oncogene Myc in a cell is probably stressful for the flies. I am not sure this work studies immune response but rather stress response.

\- The text is very difficult to follow. Just one example from the first sentence of the results "as we know that the diptericin expression is an important readout of Drosophila Imd pathway activation". We expect the phrase to continue but it does not.

Reviewer \#2: The manuscript "Drosophila Myc restores immune homeostasis of Imd pathway via activating miR-277 to inhibit imd/Tab2"(PGENETICS-D-19-02099) has revealed that Drosophila transcription factor dMyc could serve as a novel negative regulator of Imd pathway immune response using the loss- and gain-of-function screening. Especially, their works illuminate a feasible mechanism that dMyc as a transcription factor may activate miR-277 transcription to inhibit imd and/or Tab2 expression to restore immune homeostasis of Drosophila Imd pathway and improve the survival of flies. Overall, this manuscript has provided new insights into further studying the maintenance mechanism of innate immune homeostasis. The content of this manuscript is interesting. Thus I think that this manuscript is suitable to be published in PLOS Genetics. However, there are several shortcomings as following:

Major comments

Comment 1: In response to Gram-negative bacteria, the Imd pathway produces not only Dpt but also other antimicrobial peptides (AMPs). Thus, what are the expression levels of other AMPs in response to E.coli?

Comment 2: Although the expression level of dMyc in the dMyc and dMyc-RNAi co-highexpressed flies could be recovered to some extent, whether the expression level of miR-277 could also be restores?

Comment 3: Myc may recognize some binding motifs so-called E-boxes (e.g. CACGTG, CATGTG and alternative sequences) in the promoter region of target genes to activate their expression. Whether there is a similar E-box in the promoter region of miR-277? Especially, when the E-box of miR-277 is deleted or mutated, whether Myc could still activate the transcription of miR-277？

Comment 4: Why choose these five time points to collect and test samples after infection?

Minor comments

Comment 1: Some abbreviations, such as E.coli and LPS, should write the full name at the first appearance.

Comment 2: In Fig 3, the font of the title is inconsistent.

Comment 3: In Fig 7, line 326: "E.col" should be "E.coli".

Comment 4: Line 430: "togther" should be "together".

Comment 5: "(D)"should be "(B)" in Fig 1 legend (line 140).

Comment 6: "Drosophila" should be italic (line 116 and 148).

Comment 7: The legend in Fig4A is not consistent with other figures. It should be "Gal80ts" not "Gal80".

Comment 8: Two legends in Fig 3B and 3C could look better when they are adjusted up and down.

Reviewer \#3: Li et al. have studied the effect of Drosophila Myc on innate immune signaling. They have discovered that it acts as a negative regulator of the IMD pathway and they further show that it acts by inducing expression of miR-277 transcription which in turn down-regulates the expression of imd and Tab2-Ra/b (but not Tab2-Rc). Notably, dMyc was shown to bind to the promoter region of miR-277.

Major comments:

Most of all, the level of the English grammar -- and the way of scientific writing -- is not at the required level. As I see potential in this manuscript I hope that there would be careful editing for the paper for scientific English.

Figure 1 A, Dipt expression should be shown also in uninfected (0h) flies

Figure 3B: S2 cells respond poorly to LPS as in Drosophila, gram-negative bacteria are recognized by Peptidoglycan recognistion proteins, predominantly via PGRP-LC (use Choe et al., 2002 Nature, Ramet et al., 2002 Nature, Gottar et al., 2002 Science for references). I suggest repeating this experiments using heat-killed E. coli instead of LPS.

Minor comments:

Lines 75-77 'Furthermore, the Imd-mediated immune response can also be negatively regulated by some immune suppressors, such as WntD, Die, PGRP-LF, pirk, dUSP36, CYLD, Dnr1, dRYBP and Caspar \[15-24\]' lacks the notion and reference to the most important negative regulator of this pathway, namely Pirk (references Kallio et al., 2005 Microbes and Infection and Kleino et al., J Immunol 2008 needs to be cited).

Line 117: 'As we all know...' Rephrase

Lines 124 Avoid phrases such as 'remarkably' -- the results will speak to themselves

Lines 128-129: 'Especially, the expression level of Diptericin in the dMyc and dMyc-RNAi co-highexpressed flies' -- I see no point -- is I understand this correctly -- to both overexpress dMyc and to suppress its expression by RNAi at the same time.

Fig 1C: I see no reason to cut the y-axis

Line 189: 'This dMyc can activate...' Remove word 'This'

Figure 3 B and C -- statistical significance

Chapter 'miR-277 inhibits the expression of imd and Tab2-Ra/b' -- Authors should --shortly introduce why they are interested in Tab2, i.e. that it has been shown to be a key component of the Drosophila Imd pathway (Kleino et al., 2005 EMBO J)

Fig 7C -- there is a mistake in the y-axis (spelling)

Line 326 - E.col infection

Figure 8 -- there is no reason to cut the x-axis

Line 451: 'And that dMyc...' Rephrase
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Dear Dr Ma,

We are pleased to inform you that your manuscript entitled \"Drosophila Myc restores immune homeostasis of Imd pathway via activating miR-277 to inhibit imd/Tab2\" has been editorially accepted for publication in PLOS Genetics. Congratulations!

Before your submission can be formally accepted and sent to production you will need to complete our formatting changes, which you will receive in a follow up email. Please be aware that it may take several days for you to receive this email; during this time no action is required by you. Please note: the accept date on your published article will reflect the date of this provisional accept, but your manuscript will not be scheduled for publication until the required changes have been made.

Once your paper is formally accepted, an uncorrected proof of your manuscript will be published online ahead of the final version, unless you've already opted out via the online submission form. If, for any reason, you do not want an earlier version of your manuscript published online or are unsure if you have already indicated as such, please let the journal staff know immediately at <plosgenetics@plos.org>.
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If you have a press-related query, or would like to know about one way to make your underlying data available (as you will be aware, this is required for publication), please see the end of this email. If your institution or institutions have a press office, please notify them about your upcoming article at this point, to enable them to help maximise its impact. Inform journal staff as soon as possible if you are preparing a press release for your article and need a publication date.

Thank you again for supporting open-access publishing; we are looking forward to publishing your work in PLOS Genetics!

Yours sincerely,

Gregory P. Copenhaver

Editor-in-Chief

PLOS Genetics
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Reviewer \#2: All questions are well answered or explained in the revision. I recommend accpetance and publication of this manuscript.

Reviewer \#3: May concerns are sufficiently addressed and I would favour accepting this manuscript
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Thank you again for supporting PLOS Genetics and open-access publishing. We are looking forward to publishing your work!

With kind regards,

Kaitlin Butler

PLOS Genetics

On behalf of:

The PLOS Genetics Team

Carlyle House, Carlyle Road, Cambridge CB4 3DN \| United Kingdom

<plosgenetics@plos.org> \| +44 (0) 1223-442823

[plosgenetics.org](http://plosgenetics.org) \| Twitter: \@PLOSGenetics

[^1]: The authors have declared that no competing interests exist.
